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Megakaryocytes are large cells in the bone marrow that give rise to blood platelets.

Platelet biogenesis involves megakaryocyte maturation, the localization of the mature

cells in close proximity to bone marrow sinusoids, and the formation of protrusions,

which are elongated and shed within the circulation. Rho GTPases play important roles

in platelet biogenesis and function. RhoA-deficient mice display macrothrombocytopenia

and a striking mislocalization of megakaryocytes into bone marrow sinusoids and a

specific defect in G-protein signaling in platelets. However, the role of the closely related

protein RhoB in megakaryocytes or platelets remains unknown. In this study, we show

that, in contrast to RhoA deficiency, genetic ablation of RhoB in mice results in

microthrombocytopenia (decreased platelet count and size). RhoB-deficient platelets

displayed mild functional defects predominantly upon induction of the collagen/

glycoprotein VI pathway. Megakaryocyte maturation and localization within the bone

marrow, as well as actin dynamics, were not affected in the absence of RhoB. However,

in vitro–generated proplatelets revealed pronouncedly impaired microtubule

organization. Furthermore, RhoB-deficient platelets and megakaryocytes displayed

selective defects in microtubule dynamics/stability, correlating with reduced levels of

acetylated a-tubulin. Our findings imply that the reduction of this tubulin

posttranslational modification results in impaired microtubule dynamics, which might

contribute to microthrombocytopenia in RhoB-deficient mice. Importantly, we

demonstrate that RhoA and RhoB are localized differently and have selective,

nonredundant functions in the megakaryocyte lineage.

Introduction

Blood platelets are small anucleated cells with central roles in hemostasis and thrombosis. Platelets
derive from large precursor cells called megakaryocytes (MKs) that are found predominantly in the bone
marrow (BM). MK development is characterized by endomitosis (DNA replication without cell division)
and cytoplasmic maturation, which comprises the biosynthesis of platelet-specific granules and the for-
mation of an internal demarcation membrane system, which serves as a membrane reservoir for platelet
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Key Points

� RhoB-deficient mice
display microthrombo-
cytopenia.

� RhoB exerts
nonredundant func-
tions in the
megakaryocyte line-
age compared with
RhoA and regulates
microtubule dynamics.
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production. Platelet biogenesis is a complex cellular process,1,2 initi-
ated by mature MKs in direct contact with the BM sinusoids,3 and
involves the penetration of endothelial cells4,5 and the extension of
large cytoplasmic protrusions into the sinusoidal lumen,6,7 which are
shed and undergo maturation in the peripheral circulation to
become bona fide platelets. The different steps of platelet biogene-
sis highly depend on rearrangements of both the microtubule (MT)
and actin cytoskeletal network.1,2,8,9 Consistently, genetic defects
impairing cytoskeletal dynamics can result in thrombocytopenia, as
shown in several human disorders and corresponding mouse
models.10

Rho GTPases act as molecular switches by cycling between an
inactive guanosine diphosphate–bound and an active guanosine
triphosphate–bound state. In the latter conformation, Rho GTPases
interact with multiple effector proteins to regulate diverse processes
including cytoskeletal dynamics, cell adhesion, cell migration, cell
polarity, cell cycle, and vesicle trafficking. Multiple members of the
Rho family have been established as critical regulators of platelet
production and function.11-13 We have previously reported that cyto-
plasmic MK maturation and subsequent transendothelial platelet bio-
genesis requires balanced signaling of RhoA and Cdc42.14,15 Mice
lacking RhoA in the MK lineage display macrothrombocytopenia
(decreased platelet count and increased platelet size), accompanied
by a pronounced intravascular mislocalization of whole MKs.15,16

Higher vertebrates express 3 Rho subfamily proteins, RhoA, RhoB,
and RhoC, which are 87% homologous on the protein level.17

RhoB is the most divergent member, with a unique C-terminal
region containing a variety of lipid modifications,18 which result in its
distinct localization to the plasma membrane, Golgi, and endo-
somes, in contrast to the other 2 members of this subfamily.19,20 In
immune cells, RhoB is involved in cytokine trafficking and cell sur-
vival21 and affects cell adhesion and migration through b2 and b3
integrins22 but is not required for podosome assembly in macro-
phages.23 Although the role of RhoB in MKs and platelets remains
unknown, its messenger RNA (mRNA) expression has been identi-
fied in both cell types. Human MKs, human platelets, and mouse
platelets express RhoB mRNA at lower levels than RhoA or
RhoC,24,25 whereas in mouse MKs, RhoB shows the highest abun-
dance, followed by RhoA, and comparably lower levels of RhoC.26

The protein levels of RhoB in human platelets were detected at low
levels,27 whereas in mouse platelets, it was shown to be more abun-
dant than RhoC.28

In this study, we investigated for the first time the role of RhoB in
platelet biogenesis and function by using constitutive knockout
mice. We show that, in contrast to RhoA deficiency, loss of RhoB
results in microthrombocytopenia, which was accompanied by mod-
erately impaired platelet activation and thrombus formation in vitro.
Our results demonstrate that RhoA and RhoB have specific, non-
redundant functions in the MK lineage and point to selective defects
in MT dynamics in RhoB-deficient mice as a potential mechanism
underlying the manifestation of microthrombocytopenia in vivo.

Methods

Mice

Constitutive RhoB-deficient mice (further referred to as RhoB2/2)29

were kindly provided by Ulla G. Knaus. Animal studies were

approved by the district government of Lower Franconia (Bezirksre-
gierung Unterfranken).

Statistics

Data presented are mean plus or minus standard deviation (SD).
Unpaired, 2-tailed t tests or Mann-Whitney U tests were used to
determine statistical significance between 2 groups with normal or
nonnormal distribution, respectively. Sample size (n) and statistical
significance are reported in the figures or figure legends. Asterisks
indicate statistically significant differences compared with wild-type
(wt) (*P # .05; **P # .01; ***P # .001). Statistical analysis was
performed in GraphPad Prism 9 (GraphPad Software).

Platelet count and size determination, life span, integrin activation,
degranulation, glycoprotein expression, aggregation, adhesion under
flow conditions, spreading, cold-induced MT disassembly, tail
bleeding time, intravital thrombosis model, immunofluorescence
microscopy, direct stochastic optical reconstruction microscopy
(dSTORM), transmission electron microscopy (TEM) analysis, MK
isolation, immunoblotting, and materials are described in detail in
supplemental Methods.

Results

RhoB2/2 mice display microthrombocytopenia

The consequence of the loss of RhoB in platelets and MKs was stud-
ied in constitutive RhoB2/2 mice29 and compared with wild-type (wt)
littermate controls. The complete loss of RhoB on the protein level
was confirmed by immunoblotting in platelets and MKs (Figure 1A;
supplemental Figure 1A). The protein levels of other Rho GTPases,
namely RhoA, RhoC, Rac1, and Cdc42, remained unaltered in the
absence of RhoB, indicating no direct compensatory regulation
among these proteins. Using capillary-based quantitative immunoblot-
ting, we found that human platelets expressed lower levels of RhoB
protein, which is in agreement with the published proteomics
data27,28 (supplemental Figure 1B). Although RhoA-deficient mice dis-
played a characteristic macrothrombocytopenia,16 loss of RhoB led to
microthrombocytopenia (Figure 1B-D). RhoB2/2 mice also exhibited a
minor decrease in red blood cell counts, suggesting that the protein
may play a role in the homeostasis of megakaryocytic and erythroid lin-
eages (supplemental Table 1). The decreased platelet size of RhoB2/

2 platelets was confirmed by TEM analysis (Figure 1E-F). Resting wt
platelets contain an average of 8 to 12 MT coils, known as the mar-
ginal band, which are located in the periphery to maintain their spheri-
cal shape. Notably, the number of MT coils in RhoB2/2 platelets was
significantly reduced (wt: 9.48 6 1.86 vs RhoB2/2 7.43 6 2.05 MT
coils per platelet) (Figure 1E,G). The amount of a- and dense (d-)
granules observed in platelets, on the other hand, was not affected by
loss of RhoB (supplemental Figure 1C-D). These results demonstrate
that RhoB deficiency affects platelet count and size in vivo.

Moderately impaired platelet function

in RhoB2/2 mice

We next determined the characteristics and function of RhoB2/2

platelets in vitro by flow cytometry. Levels of surface glycoproteins
(GPs) were not significantly different between RhoB2/2 and wt pla-
telets, except for a 13% reduction in GPV and an 18% reduction in
GPVI receptor levels (supplemental Table 2), which is likely related
to the decreased platelet size. Platelet activation induces a shape
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change from a resting discoid to a spherical form.30 RhoA-deficient
platelets showed selective defects in platelet activation and shape
change after stimulation of agonists that induce G-protein–coupled
(Ga13, Gaq) signaling pathways, which resulted in impaired intravital
thrombosis and a mild bleeding phenotype.16 To investigate whether
the absence of RhoB had a similar effect, we analyzed platelet
shape change and compared it to RhoA-deficient platelets by light
transmission aggregometry upon stimulation with a low dose of the

stable thromboxane A2 analog U46619 (Figure 2A). Under these
conditions, shape change in RhoB2/2 platelets was unaltered,
whereas it was abrogated in RhoA-deficient platelets, demonstrating
that RhoB is not essential for Ga13 signaling. However, the
aggregation of RhoB2/2 platelets in response to intermediate
concentrations of thrombin, U46619, or convulxin (CVX) was mod-
erately reduced, indicating an overall impairment of platelet function
(Figure 2B).
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Figure 1. Loss of RhoB leads to microthrombocytopenia and alters microtubule organization in circulating platelets. (A) Blots of platelet lysates from wt and

RhoB2/2 mice immunoblotted for the indicated proteins. GAPDH was used as loading control (n 5 3). (B) Platelet count assessed by flow cytometry. Each data point

represents 1 mouse (n 5 12). (C) Mean platelet volume measured with a Scilvet blood analyzer. Each data point represents 1 mouse (n 5 7). (D) Platelet size assessed by

forward scatter characteristics determined by flow cytometry. Each data point represents 1 mouse (n 5 12). (E) Representative images of ultrastructural analysis of resting

wt (left) and RhoB2/2 (right) platelets by transmission electron microscopy (TEM). Scale bar overview, 1 mm; inset, 0.5 mm. (F) Quantification of platelet diameter (relation of

platelet width to length) of RhoB2/2 platelets relative to wt using TEM images described in panel E (wt n 5 4; RhoB2/2 n 5 5). (G) Quantification of MT coils per platelet

using TEM images described in panel E. MT number was determined by manual count of at least 5 imagesper genotype. Each data point represents 1 single platelet

(wt n 5 4; RhoB2/2 n 5 5). **P , .01; ***P , .001; Mann-Whitney U test, mean plus or minus SD. GAPDH, glyceraldehyde-3-phosphate dehydrogenase.

5186 ENGLERT et al 13 SEPTEMBER 2022 • VOLUME 6, NUMBER 17

D
ow

nloaded from
 http://ashpublications.net/bloodadvances/article-pdf/6/17/5184/1918317/advancesadv2021006545.pdf by guest on 27 April 2024



Rest.

*

ADP/
U46

**

0.1
U/mL
Thr

*

0.001
U/mL
Thr

**

10
�g/mL
CRP

*

1
�g/mL
CRP

***

1
�g/mL
CVX

1.2
�g/mL
Rhd

0.1
�g/mL
Rhd

A

C

D

B

Lig
ht

 tr
an

sm
iss

ion

0.025 U46619 [�mol/L]

10 min

wt
RhoB–/–

RhoA–/–

**

0

5

10

15

Re
l. t

hr
om

bu
s v

olu
m

e
[IF

/m
m

2 ]

0

10

20

30

40

50 *
Su

rfa
ce

 c
ov

er
ag

e 
[%

]

wt

1000 s–1

RhoB–/–

E

wt RhoB–/–

0

JO
N/

A-
PE

 (M
FI

)

50

100

150

200

250

300

350

Rest. ADP/
U46

0.1
U/mL
Thr

0.001
U/mL
Thr

**

10
�g/mL
CRP

1
�g/mL
CRP

***

1
�g/mL
CVX

1.2
�g/mL
Rhd

0.1
�g/mL
Rhd

0

20

40

60

80

P-
se

lec
tin

-F
ITC

 (M
FI

)

100

120

Tim
e 

to
 o

cc
lus

ion
 [s

]

0

100

200

300

400

500

600 P=.5820

wt RhoB–/–

F

Ta
il b

lee
din

g 
tim

e 
[s

]

P=.720

wt RhoB–/–
0

500

1000

1500

Li
gh

t t
ra

ns
m

is
si

on

10 min

wt RhoB–/–

Thrombin [U/mL] U46619 [�mol/L] CVX [�g/mL]

0.01

0.005

0.001

0.5

0.25

0.1

0.25

0.125

0.0625

Figure 2. Impaired activation and thrombus formation of RhoB2/2
platelets in vitro. (A-B) Platelet light transmission aggregometry. Representative aggregation curves

of washed wt and RhoB2/2 platelets stimulated with different agonist concentrations under stirring conditions for 10 minutes are shown. (A) Shape change of wt and

RhoB2/2 platelets in response to low concentrations of the thromboxane analog U46619. RhoA-deficient platelets displaying defective shape change under these conditions

were used as a control. (B) Aggregation of RhoB2/2 platelets in vitro. (C) Platelet integrin aIIbb3 activation (JON/A-PE binding; upper) and a-granule secretion (P-selectin-

FITC; lower) in vitro were determined upon 6-minute stimulation of wt and RhoB2/2 platelets with the indicated agonists at different concentrations (n 5 4). (D) In vitro

thrombus formation under flow on a collagen-coated surface. Representative images of thrombus formation at an intermediate shear of 1000 s21 are shown. Upper panel:

adhesion of platelets to collagen assessed by area coverage. Lower panel: formation of 3-dimensional aggregates displayed as relative thrombus formation (n 5 8). (E)

Induction of arterial thrombosis by mechanical injury of the abdominal aorta of wt and RhoB2/2 mice in vivo. Each data point represents 1 mouse
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To investigate these findings further, we next assessed platelet acti-
vation by flow cytometry, which allows for a more detailed analysis
of platelet activation. In contrast to the reported selective defect of
RhoA-deficient platelets in response to thrombin and U46619,16

RhoB2/2 platelets displayed moderately reduced activation when
stimulated with most tested agonists. The most profound defect
was observed upon stimulation of the collagen/GPVI signaling path-
way with either collagen-related peptide (CRP) or CVX (Figure 2C).
This was consistent for both integrin aIIbb3 activation (as assessed
by JON/A phycoerythrin [PE] binding31) as well as degranulation
(as assessed by binding of anti–P-selectin fluorescein isothiocya-
nate [FITC]). We next measured adenosine triphosphate (ATP)
release in lysates of activated platelets using a CellTiter-Glo assay.
Although, there was no significant difference between the geno-
types; RhoB2/2 platelets display a tendency toward reduced ATP
release in response to thrombin (supplemental Figure 2A).

It was previously demonstrated that RhoB2/2 macrophages dis-
played reduced level of b2 and b3, but not b1, integrins.23 Because
murine platelets do not express b2 integrins, and the surface
expression of b3 and b1 integrins was unaltered in RhoB2/2 plate-
lets (supplemental Table S2), we investigated platelet b1 integrin
activation (as assessed by anti-integrin b1-FITC binding) by flow
cytometry and found similar activation defects as for aIIbb3 integrin
activation (supplemental Figure 2B).

We next performed in vitro flow chamber assays, in which anticoagu-
lated whole blood was perfused over a collagen-coated surface at
intermediate (1000 s21) and high shear rates (1700 s21). RhoB2/2

platelets were able to form thrombi under these conditions; however,
the overall surface coverage and relative thrombus volume were sig-
nificantly reduced at intermediate shear compared with wt platelets
(Figure 2D; supplemental Figure 2C), indicating that loss of RhoB
predominantly affected the GPVI pathway, in accordance with our
platelet activation results. To better understand the role of RhoB in
GPVI signaling, we performed platelet activation using CVX (1 mg/
mL, 90 seconds) in the presence of inhibitors of second-wave medi-
ators followed by immunoblotting using an anti–phospho-tyrosine
antibody. Under these conditions, we did not observe major differ-
ences in the pattern or intensity of proteins phosphorylated on tyro-
sine residues (supplemental Figure 2D). Rho-associated protein
kinases (ROCK1 and ROCK2), downstream targets of Rho subfam-
ily members, regulate myosin light chain 2 phosphorylation. Myosin
light chain 2 phosphorylation was unaltered in platelets in response
to thrombin stimulation, indicating that RhoA/RhoC can compensate
for the loss of RhoB (supplemental Figure 2E).

The platelet function defects observed in vitro in aggregation, integ-
rin aIIbb3 activation, P-selectin expression, and thrombus formation
studies did not translate into altered arterial thrombus formation
in vivo, which was determined by mechanical injury of the abdominal
aorta (Figure 2E). Furthermore, unaltered tail bleeding times
indicated that hemostasis was not affected in RhoB2/2 mice
(Figure 2F). These findings stand in contrast to the defects
observed in RhoA-deficient mice in vivo and emphasize that RhoA
and RhoB are involved in distinct platelet signaling pathways.

Unaltered platelet turnover in RhoB2/2 mice

Decreased circulating platelet counts may manifest as a result of
impaired platelet generation, an increased platelet clearance rate, or
a combination of both. We have previously reported that
macrothrombocytopenia in RhoA-deficient mice is associated with
increased platelet turnover.16 We therefore investigated the lifespan
of circulating, anti–GPIX-labeled platelets over a period of 5 days by
flow cytometry (Figure 3A). We observed only a minor reduction of
platelet lifespan in RhoB2/2 mice, indicating that the reduction in
platelet counts was predominantly caused by a direct impairment in
platelet production. RhoB2/2 mice exhibited splenomegaly; how-
ever, the overall spleen morphology and splenic MK numbers were
unaltered (Figure 3B-D). Platelet removal was reported to be modu-
lated by desialylation of surface glycoproteins, which, together with
macrophage galactose lectin, mediate the clearance of platelets by
Kupffer cells.32,33 However, RhoB2/2 platelets did not show altera-
tions in Erythrina cristagalli lectin binding to exposed galactose (Fig-
ure 3E) and in terminal galactose levels (determined by the ratio of
neuraminidase treated platelets vs untreated platelets) (Figure 3F).
The amount of RNA-rich, thiazole orange–positive platelets, an indi-
cator of young, reticulated platelets, was not altered in RhoB2/2

platelets (Figure 3G). Splenomegaly might be a consequence of the
loss of RhoB in other cell types, potentially involving the erythroid lin-
eage, as red blood cell numbers were significantly decreased
(supplemental Table 1). Taken together, these results indicate that
the thrombocytopenia in RhoB2/2 mice was not caused by
increased platelet clearance and suggest a direct role for RhoB in
either MK maturation or platelet generation.

RhoB shows a distinct localization

in megakaryocytes compared with RhoA

To better understand its role in MKs, we investigated the localization
of RhoB in in vitro–differentiated mouse MKs and compared it to
RhoA using immunofluorescence microscopy. We found a very dis-
tinct plasma membrane–associated staining for RhoB and a more
diffuse, cytoplasmic staining for RhoA (Figure 4A), which is in agree-
ment with their subcellular localization in other cells.18 Next, we
stained healthy human bone marrow in situ for RhoB and found a
similar staining pattern (Figure 4B).

Impaired microtubule organization and proplatelet

formation in RhoB2/2 MKs

We next investigated the outcome of RhoB deficiency on MK matu-
ration and function. MK numbers in the BM compartment were unal-
tered (Figure 5A). Investigation of the ultrastructure of BM MKs by
TEM in situ revealed a normally developed demarcation membrane
system and granules in RhoB2/2 MKs (Figure 5B). In situ analysis
of BM cryosections stained for CD105 (vessel marker) and GPIX
(MK marker) revealed that RhoB had no influence on MK localization
near the BM vasculature with sinusoidal contact (Figure 5C-D).
Together, these results indicated that RhoB is dispensable for MK
maturation and localization in vivo. This is in marked contrast to the
intrasinusoidal MK mislocalization observed in RhoA-deficient mice,

Figure 2 (continued) (wt n 5 7; RhoB2/2 n 5 8). (F) Tail bleeding time on filter paper of wt and RhoB2/2 mice in vivo. Each data point represents 1 mouse (wt n 5 15;

RhoB2/2 n 5 23. *P , .05; **P , .01; ***P , .001; Mann-Whitney U test, mean plus or minus SD. ADP/U466, adenosine diphosphate/U46619; CRP, collagen-related

peptide; CVX, convulxin; Rest, resting; Rhd, rhodocytin; Thr, thrombin.
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which again emphasizes the differential functions of RhoB and
RhoA not only in platelets but also in MKs.

We next analyzed the ability of RhoB2/2 MKs to produce proplate-
lets in vitro. For this, BM-derived MKs were cultured for 3 days in the
presence of thrombopoietin and hirudin to induce proplatelet forma-
tion,34 followed by staining for F-actin and a-tubulin (Figure 5E-H).
We could not detect alterations in the kinetics of proplatelet forma-
tion between enriched wt and RhoB2/2 MKs during the observation
time of 48 hours (Figure 5E), indicating that the ability to fragment
into proplatelets was still preserved in the absence of RhoB. How-
ever, we observed an overall decreased proplatelet tip size and simul-
taneous unaffected F-actin distribution (Figure 5F,H; supplemental
Figure 3A). Strikingly, a high proportion (78.1%) of proplatelets
formed by RhoB2/2 MKs displayed elongated irregular shaped pro-
platelet tips with a less uniform tubulin staining and/or enlarged pro-
platelet shafts compared with the wt, indicating a disorganized MT
network in these cells (Figure 5G-H; supplemental Figure 3A).

To assess the functionality of F-actin dynamics in the absence of
RhoB, we additionally analyzed the characteristic integrin- and
actin-dependent formation of podosomes in in vitro–differentiated
MKs upon adhesion on collagen-coated cover slips. Importantly,
podosome formation along collagen fibers, as well as the overall
signal intensity of F-actin, was similar in wt and RhoB2/2 MKs
(supplemental Figure 3B-D). Consistently, and in contrast to
observations of MKs with impaired podosome formation (eg, upon
Cdc42 or Profilin-1 deficiency),14,35 loss of RhoB did not affect
the total MK spreading area (supplemental Figure 3E). The distri-
bution of tubulin was also not altered between wt and RhoB2/2

MKs under these adhesive conditions (supplemental Figure 3F),
pointing to a specific requirement of RhoB in the regulation of MT
dynamics during proplatelet formation. Collectively, these results
demonstrate that RhoB is a critical modulator of MT, but not actin
dynamics, in MKs during proplatelet formation, which might pro-
vide an explanation for the decreased size of circulating RhoB2/2

platelets in vivo.
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Figure 3. Lack of increased platelet turnover in RhoB2/2
mice. (A) For the determination of platelet lifespan, wt and RhoB2/2 platelets were labeled with an a-GPIX

antibody, and the labeled platelet population was analyzed over 5 consecutive days (n 5 5 mice per genotype). Unpaired t test with individual variances computed for each

comparison, mean plus or minus SD. (B) Ratio of spleen weight (mg) to body weight (g) of RhoB2/2 mice normalized to wt (n 5 10 miceper genotype). (C) Paraffin

sections of murine spleens stained using hematoxylin and eosin. Analysis was performed at a Leica DMI4000 B microscope. Scale overview, 100 mm; inset, 80 mm. (D)

Number of MKs per visual field determined in spleen paraffin sections (n 5 3; 4 visual fields per genotype; visual field, 2.3 mm2). (E) Assessment of Erythrina cristagalli

lectin–FITC (ECL-FITC) binding to wt and RhoB2/2 platelets by flow cytometry at resting state (rest) or upon neuraminidase treatment (Neu) (n 5 3). (F) Ratio of lectin

binding (neuraminidase-treated platelets vs untreated platelets) for both genotypes (n 5 3). (G) Percentage of reticulated (RNA-rich) platelets assessed by thiazole orange

binding in flow cytometry (wt n 5 7; RhoB2/2 n 5 9). ***P , .001; Mann-Whitney U test, mean plus or minus SD. MFI, meanfluorescence intensity.
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RhoB is a critical regulator of microtubule

stability in MKs and platelets

To investigate the mechanism underlying the tubulin organization
defect during proplatelet formation upon loss of RhoB, we investi-
gated cytoskeletal regulators in MKs and platelets. Total protein lev-
els of a-tubulin, and b1-tubulin, which is exclusively expressed in
the MK lineage, were unaltered in BM-derived in vitro–differentiated
MKs and platelets (supplemental Figure 4A). Protein levels of down-
stream effectors of the Rho subfamily proteins, such as nonmuscle
myosin IIA and IIB, that influence cell migration and contractility,36 or
the formins mDia1 and mDia2, which orchestrate actin and microtu-
bule remodeling during PPF,37,38 were also unchanged (supplemen-
tal Figure 4B-C). Levels of the podosome-associated proteins
vinculin and Arp239 were not affected, in line with functional podo-
some formation in RhoB2/2 MKs (supplemental Figure 4B). The lev-
els of the MT plus-end tracking proteins end-binding protein 3 and

adenomatous polyposis coli (APC), which was recently reported as
a negative regulator of proplatelet formation in mice,40 were also
unchanged in RhoB2/2 MKs (supplemental Figure 4A,C).

These findings indicated that RhoB may directly influence MT
dynamics during platelet formation. Due to the heterogeneity of
MK cultures, we decided to focus on the circulating platelets
(ie, the terminal in vivo products of proplatelet formation). We
analyzed MT and F-actin distribution in adherent, spread platelets
in vitro. For this, platelets were incubated for 5, 15, and 30
minutes on fibrinogen-coated cover slips, which induces extensive
spreading of wt platelets that is supposed to be driven by integrin
outside-in signaling. Similar to the normal adhesion and sprea-
ding of MKs on collagen, we did not observe a difference in
the spreading kinetics between wt and RhoB2/2 platelets
(Figure 6A-B), indicating that integrin outside-in signaling is func-
tional in the absence of RhoB.
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Figure 4. Staining of RhoA and RhoB in murine and human MKs. (A) Representative confocal images of in vitro–differentiated MKs 24 hours after bovine serum

albumin gradient. The MKs were spun down to Poly-L-Lysine–coated glass slides and stained with Phallodin-Alexa488 (cyan), RhoA-Alexa546 (yellow), RhoB-Alexa647

(magenta), and DAPI to visualize the nucleus. Scale bar, 50 mm. Localization of RhoA and RhoB was analyzed by measuring the signal intensity on the white line (n 5 2).

(B) Representative confocal image of the human BM. Cryosections were stained with GPIX-FITC, RhoB-A546, and DAPI to visualize the nucleus. Scalebar, 50 mm. DAPI,

49,6-diamidino-2-phenylindole.

5190 ENGLERT et al 13 SEPTEMBER 2022 • VOLUME 6, NUMBER 17

D
ow

nloaded from
 http://ashpublications.net/bloodadvances/article-pdf/6/17/5184/1918317/advancesadv2021006545.pdf by guest on 27 April 2024



A

C

H

D

B

0

10

15

20 P�.310

M
Ks

 p
er

 vi
su

al 
fie

ld

wt RhoB–/–

5

wt RhoB–/– RhoB–/–

wt RhoB–/–

wt

RhoB–/–

F-actin �-tubulin MergeDAPI

E

0 h 18 h 24 h 48 h
0
5

10
15
20
25
30
35
40

P�.696
P�.079

P�.379

Pr
op

lat
ele

t f
orm

ing
 M

Ks
 [%

] F

0Re
l. p

rop
lat

ele
t t

ip 
dia

me
ter

1

2

3

4

5 ***

wt RhoB–/–

Intrasin. SC

20

0

40

60

80

100

�0.9999
120

Lo
ca

liz
at

ion
 o

f M
Ks

 [%
] wt

RhoB–/–

G

Pr
op

or
tio

n 
of

 P
PF

 M
Ks

 [%
]

0

20

40

60

80

100

120 P=.003

Organized tubulin

Disorganized tub.

wt RhoB–/–

Figure 5. Decreased proplatelet tip size and impaired microtubule organization of RhoB2/2 MKs in vitro. (A) Quantification of MK numbers in wt and RhoB2/2

cryosections of the fluorescently labeled BM. At least 10 fluorescence images/mouse were analyzed using a confocal microscope. Each data point represents 1 MK (n 5 7).

Unpaired, 2-tailed t test, mean plus or minus SD. (B) Representative images of ultrastructural analysis of wt and RhoB2/2 MKs in situ using TEM. Scale bar, 4 mm.
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overview, 40 mm; in zoom, 5 mm. (D) Quantification of MK localization in wt and RhoB2/2 BM in images shown in panel B. (E-H) Analysis of proplatelet formation of
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To analyze the distribution of F-actin and MTs, spread platelets
were stained for a-tubulin and F-actin. In line with results from MKs,
the distribution of F-actin was not affected by RhoB deficiency.
Consistently, F-actin content and assembly upon CRP or thrombin
stimulation were unaltered in RhoB2/2 platelets (supplemental Fig-
ure 5A), emphasizing that RhoB is dispensable for F-actin dynamics
in MKs and platelets. In contrast, the a-tubulin network appeared
markedly altered in RhoB2/2 platelets with shorter MT filament
length (Figure 6C). We therefore next visualized the MT network in
spread platelets by superresolution microscopy (dSTORM) as
described previously.41 Indeed, we observed a high proportion of
RhoB2/2 platelets with fewer peripheral MT coils and an overall
less dense MT network compared with the wt (Figure 6D; supple-
mental Figure 5B). These results were in line with the decreased
number of tubulin coils in resting RhoB2/2 platelets (Figure 1E,G)
and pointed to a critical role of RhoB in MT dynamics.

MTs are highly dynamic structures that are constantly assembled
and disassembled. MT disassembly into dimers can be artificially
induced by exposure to cold (4�C), and reassembly into fibers
occurs spontaneously at 37�C.42,43 Although both wt and RhoB2/2

platelets displayed MT coils at their periphery at 37�C, which disas-
sembled upon cold storage, only RhoB2/2 platelets were not able
to reassemble MT coils after disassembly (wt: 83 6 2% vs
RhoB2/2: 23 6 5%) (Figure 6E-F; supplemental Figure 5C).

MTs can be modified through PTMs, which serve the adaption to
different cellular functions.44 In platelets, PTMs of a-tubulin have
been reported to be involved in MT rearrangements, including acety-
lation of residue K40 and detyrosination/tyrosination (in C-terminal
tyrosines, often also called glutaminylation).45 Acetylation and detyr-
osination are indicators for stable, longer-lived MTs, whereas more
dynamic MTs are tyrosinated and deacetylated.44 We therefore
investigated the acetylation status of the a-tubulin K40 residue by
immunoblotting. RhoB2/2 platelets and MKs showed pronouncedly
decreased levels of acetylated a-tubulin (Figure 6G-I), which was by
tendency also observed in MK lysates. In contrast, levels of detyrosi-
nated and polyglutaminylated a-tubulin were unaltered in both plate-
lets and MKs (Figure 6G-H). Thus, deficiency in RhoB results in
short-lived MTs that are either per se more unstable or constantly
remodeled. Reduced acetylation levels were not due to a change in
levels of a major deacetylation enzyme, HDAC6 (supplemental
Figure 4C).

In summary, these results reveal that RhoB has a nonredundant role
as an important regulator of MT turnover or stability and suggest
that the impaired MT dynamics contribute to defective platelet bio-
genesis and microthrombocytopenia in RhoB2/2 mice.

Discussion

Here, we show that, in contrast to MK-specific deficiency of RhoA
or Cdc42,16,46 loss of the small Rho GTPase RhoB results in

microthrombocytopenia in mice, which might involve a profound
defect in MT stability.

The majority of platelet disorders associated with mutations in cyto-
skeletal genes are characterized by macrothrombocytopenia, which
is reflected in transgenic mouse models of the respective dis-
eases.10 Microthrombocytopenia, on the other hand, is a rare clinical
condition. It is a characteristic of the Wiskott-Aldrich syndrome
(WAS) and X-linked thrombocytopenia, both of which are caused by
mutations in the WAS gene,47,48 as well as congenital autosomal-
recessive small-platelet thrombocytopenia caused by mutations in
adhesion and degranulation-promoting adaptor protein (ADAP).49,50

Both WAS protein (WASP) and ADAP are primarily known as regu-
lators of the actin cytoskeleton: ADAP is a scaffolding protein
involved in receptor-induced actin cytoskeletal dynamics in plate-
lets.41 WASP is a downstream effector of Cdc42 and, via the Arp2/
3 complex, leads to actin cytoskeletal rearrangements associated
with filopodia formation. In line with this pathway, loss of Arp2 in
MKs in mice,51 or mutations in the Arp2/3 complex component
ARPC1B in humans, leads to microthrombocytopenia.52 Interest-
ingly, deficiency of Profilin-1, another protein associated with actin
turnover, in MKs results in a WAS-like phenotype in mice.35

Profilin-1 and Arp2 deficiency is linked to altered MT stability,35,51

which resembles our observations on the RhoB2/2 mice. However,
there are 2 striking differences: first, a major characteristic of mouse
models with WAS- or ADAP-like phenotypes is the release of pro-
platelets into the BM compartment, referred to as “ectopic platelet
release.”35,41,48,51 Second, platelets and MKs lacking ADAP, Arp2,
or WASP display pronounced defects in F-actin dynamics, including
aberrant podosome formation. In contrast, RhoB2/2 MKs do not
show signs of ectopic platelet release, and our results indicate
largely normal F-actin organization, including podosome formation
in vitro. Furthermore, protein levels of Profilin-1 and Arp2 are unaf-
fected in the absence of RhoB. Together, our findings point to
impaired MT, but not actin, dynamics as a potential mechanism
underlying the manifestation of microthrombocytopenia in vivo. Our
results suggest that the characteristic phenotype of ectopic platelet
release is critically dependent on aberrant actin dynamics upon dys-
regulation of the WASP/Arp2/3 pathway.

In this study, we provide evidence that in MKs and platelets, RhoB
and RhoA have very distinct functions. RhoA-deficient mice display
largely normal MK maturation; however, a transmigration of entire
MKs into BM sinusoids contributes tomacrothrombocytopenia.16

The phenotypic differences might be explained by the unique sub-
cellular localization of RhoB compared with RhoA.21 Although RhoB
was specifically localized close to the plasma membrane, RhoA was
more evenly distributedthroughout the cytoplasm of MKs. Although
we only found low levels of RhoB in human platelets, studies using
transcriptomic approaches identified RhoB mRNA in human MKs,25

which we were able to confirm on the protein level (Figure 4). In

Figure 5 (continued) Graph shows percentage of MKs that perform PPF (n 5 3 mice per genotype). Multiple unpaired 2-tailed Student t test with Holm-Sidak correction

for multiple comparisons, mean plus or minus SD. (F) Quantification of proplatelet tip diameter of wt and RhoB2/2 MKs 24 hours after BSA gradient (normalized to wt,

n 5 2 mice per genotype). At least 11 MKs per mice were analyzed. Each data point represents 1 measured proplatelet tip (wt 5 250; RhoB2/2 5 494). ***P , .001;

Mann-Whitney U test, mean plus or minus SD. (G) Quantification of MT organization in enriched wt and RhoB2/2 MKs (n 5 3 mice per genotype). At least 13 images/mouse were

analyzed. Mann-Whitney U test, mean plus or minus SD. (H) Representative confocal images of in vitro–differentiated MKs 24 hours after BSA gradient. The proplatelets were spun

down to Poly-L-Lysine–coated glass slides and stained with phalloidin-Atto647 (magenta), a-tubulin-Alexa488 (cyan), and DAPI to visualize the nucleus. (n 5 5) Scale bar in

overview, 40 mm; inset, 5 mm. DAPI, 49 ,6-diamidino-2-phenylindole; PPF, proplatelet-forming; Intrasin., intrasinusoidal; SC, sinusoidal contact; TB, tubulin.
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murine MKs, we identified RhoB mRNA as most abundantly
expressed among the Rho subfamily members.26

In contrast to the selective Ga13/Gaq-signaling defect in RhoA-
deficient platelets, RhoB2/2 platelets showed an impaired platelet
activation in vitro independent of the agonist used, but most pro-
nounced upon stimulation of the collagen receptor GPVI, which
may partially be explained by the 18% reduction in GPVI receptor
levels. Upon inhibition of second-wave mediators, GPVI signaling
was not altered, suggesting that reduced thrombus formation in vitro
might be a consequence of reduced signaling downstream of G-
protein-coupled receptors (activated by adenosine diphosphate or
thromboxane A2). This is supported by the lower tendency of ATP
secretion in RhoB2/2 platelets and together could point to a reduc-
tion in the feedback activation as a potential reason underlying the
reduced response of platelets to GPVI agonists. Despite the differ-
ences observed in platelet activation, aggregation, and thrombus for-
mation in vitro, arterial thrombus formation and bleeding time were
not altered in the absence of RhoB, highlighting that additional sig-
naling pathways can fully compensate the reduced activation of pla-
telets in response to GPVI stimulation, similar to what has been
described in Grb2-deficient mice.53

Interestingly, RhoB activity was shown to regulate Rac1 transloca-
tion to endosomes in endothelial cells.54 Because Rac1 is a critical
regulator of PLCg2 activation downstream of GPVI in platelets,55,56

loss of RhoB may affect Rac1 localization and function in platelets,
causing predominantly GPVI-related signaling defects. However, in
contrast to Rac1-deficiency, lamellipodia formation was not affected
in the absence of RhoB.

RhoB has mostly been described as a regulator of actin dynam-
ics in diverse cell types where it, similar to RhoA, regulates stress
fiber formation57 and cell migration.18,21 Interestingly, the F-actin
distribution of RhoB2/2 platelets and MKs appeared unaltered,
which may indicate that RhoA is able to compensate for the loss
of RhoB in regulating actin dynamics in the MK lineage. In con-
trast, RhoB2/2 platelets displayed a pronounced MT assembly
defect, evident by the inability to reassemble MT coils after cold
storage, altered a-tubulin distribution in spread platelets, and
decreased numbers of MT coils in resting platelets. MT dynamics
are critical for the formation of proplatelets during the later stages
of thrombopoiesis in vitro and in vivo. Consistently, and in line
with our observations in platelets, the MT organization of

RhoB2/2 proplatelets was profoundly impaired, resulting in aber-
rantly sized and overall smaller proplatelet tips. These results thus
provide a potential explanation for the decreased size of circulat-
ing platelets in RhoB2/2 mice. This stands in contrast to the phe-
notype of Tubb12/2 mice, in which the complete loss of the
tubulin b1 results in a pronounced macrothrombocytopenia.58

These findings imply that altered MT regulation can have different
consequences compared with tubulin deficiency.

Mechanistically, our results indicate that the marked inability to acet-
ylate a-tubulin, a posttranslational modification associated with sta-
ble, long-lived MTs, contributes to their decreased stability in
RhoB2/2 platelets and MKs. Previous studies on the platelet mar-
ginal band have shown that a-tubulin is heavily acetylated in plate-
lets and contributes to the kinetics of platelet spreading.59,60

Furthermore, acetylation levels of K40 of a-tubulin are associated
with increased tubulin longevity,44 suggesting that decreased acety-
lation levels might correspond to either direct MT instability or
increased MT turnover. This may explain the shortened MT coils in
spread RhoB2/2 platelets. Moreover, the finding that RhoB2/2 pla-
telets are not able to rebuild MT coils after cold-induced disassem-
bly suggests that the formed MT coils are more susceptible to
stress.

The signaling pathways that link RhoB to tubulin acetylation remain
to be defined in future studies. The tubulin-lysine deacetlyase
HDAC6 or the acetyltransferase ATAT1 are obvious candidates,61

which could potentially be involved in controlling acetylation levels
downstream of RhoB, although HDAC6 levels were unchanged in
platelets or MKs. Loss of the MT plus-end tracking protein APC in
MKs and platelets resulted in decreased a-tubulin acetylation at
K40.40 However, protein levels of APC were unaltered in RhoB2/2

MKs. Additional target proteins linking RhoB to the MT cytoskeleton
could be twinfilin 1 (twf1) and cofilin1, which were recently shown
as modulators of the actin/tubulin crosstalk during platelet biogene-
sis.62 Other PTMs of tubulin with important roles in platelets and
MKs,9 including detyrosination and polyglutaminylation,63 were also
unaltered, indicating a specific role for RhoB in regulating tubulin
acetylation.

In summary, our results reveal that impaired MT dynamics, in
combination with normal cytoplasmic MK maturation, might con-
tribute to microthrombocytopenia in RhoB2/2 mice. Although
genetic RhoB deficiency in humans has not been described to

Figure 6 (continued) Impaired microtubule stability in RhoB2/2 platelets. (A-B) Spreading and F-actin dynamics in RhoB2/2 platelets. (A) Representative images of

platelets spread on fibrinogen-coated cover slips in the presence of 0.01 U/mL thrombin for 30 minutes. (B) Quantification of platelet spreading on fibrinogen for 5, 10, and

15 minutes (n 5 3). *P , .05; Mann-Whitney U test, mean plus or minus SD. (C-D) Analysis of spread platelets on fibrinogen by immunofluorescence confocal and

superresolution (dSTORM) microscopy. (C) Representative confocal microscopy images of platelets spread on fibrinogen for 30 minutes with 0.01 U/mL thrombin, stained

with phalloidin-Atto647 (magenta) and a-tubulin-Alexa488 (cyan), and imaged using a Leica TC SP8 confocal microscope. Scale bar in overview, 10 mm; scale bar in

zoom, 5 mm (n 5 4). (D) Representative dSTORM images of platelets spread on fibrinogen for 30 minutes, stained with a-tubulin-Alexa488 (red), and imaged using an

in-house-made dSTORM microscope. Scale bar in overview and zoom, 5 mm (n 5 2). (E-F) Analysis of cold-induced MT disassembly and reassembly of spread platelets

in vitro. (E) Representative confocal immunofluorescence microscopy images of MT organization at 4�C and 37�C and a combination of disassembly at 4�C with following

reassembly at 37�C in platelets. Platelets were stained with phalloidin-Atto647 (magenta) and a-tubulin-Alexa488 (cyan). Scale bar in overview, 10 mm; zoom, 3 mm (n 5 3).

(F) Quantification of MT organization in wt and RhoB2/2 platelets after cold-induced MT disassembly and reassembly (4�C to 37�C). At least 5 images/mouse were

analyzed, with minimum of 40 platelets per genotype (n 5 3). *P , .05; Mann-Whitney U test, mean plus or minus SD. (G-I) Analysis of acetylation and detyrosination and

polyglutaminylation of a-tubulin residues by immunoblotting. (G) Platelet and MK lysates of wt and RhoB2/2 mice were immunoblotted for posttranslational modifications

(PTM) of a-tubulin(acetylated a-tubulin, detyrosinated a-tubulin, and polyglutaminylated a-tubulin). (H-I) Quantification of PTM immunoblots. Each data point represents

1 mouse (acetylated a-tubulin n 5 7; glutaminylated a-tubulin n 5 5). *P , .05; Mann-Whitney U test, mean plus or minus SD. GAPDH, glyceraldehyde-3-phosphate

dehydrogenase; TB, tubulin.
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date, mutations resulting in persistent RhoB activation were
shown to result in systemic capillary leak syndrome64 and an
increased risk of cerebral palsy.65 The analysis of platelets from
these patients may provide new insights into the roles of RhoB
in the MK lineage in humans.

Acknowledgments

The authors thank Stefanie Hartmann, Sylvia Hengst, Birgit Midloch,
and Daniela Naumann for excellent technical assistance; Lukas J.
Weiss for his help in obtaining anonymized residual human bone
marrow samples; Katharina Remer for support with documentation of
animal experimentation; and the microscopy platform of the Core
Unit Imaging, Rudolf Virchow Center for providing technical infra-
structure and support. The graphical abstract was created with
Biorender.com.

This work was funded by the Deutsche Forschungsgemein-
schaft (DFG, German Research Foundation) (project number
374031971-TRR 240/project A01 to I.P. and B.N., and project
A03 to H.S.). Z.N. was supported by a grant of the German Excel-
lence Initiative to the Graduate School of Life Sciences (GSLS),
University of W€urzburg. The JEOL JEM-2100 transmission electron
microscope was funded by the DFG (project number 218894163).

Authorship

Contribution: M.E., K.A., B.N., I.P., and Z.N., conceptualization; M.E.,
K.A., I.C.B., A.G., T.H., L.M.W., C.K., K.M., G.H.M.A., A.A.B., S.D.,
H.S., I.P., and Z.N., investigation; U.G.K., C.S., H.S., B.N., and I.P.,
resources; B.N., I.P., and Z.N., supervision; : M.E., K.A., B.N., I.P.,
and Z.N., writing, original draft; and M.E., I.C.B., K.M., U.G.K., C.S.,
H.S., B.N., I.P., and Z.N., writing, review, and editing.

Conflict-of-interest disclosure: The authors declare no competing
financial interests.

ORCID profiles: M.E., 0000-0002-9066-5801; I.C., 0000-
0003-2725-8493; G.A., 0000-0002-2859-9364; C.S., 0000-
0001-6941-2669; H.S., 0000-0003-1285-6407; B.N., 0000-
0003-1454-7413; Z.N., 0000-0001-6517-2071.

Correspondence: Zoltan Nagy, Institute of Experimental Bio-
medicine, University Hospital and Rudolf Virchow Center, Univer-
sity of W€urzburg, Josef-Schneider-Straße 2, 97080 W€urzburg,
Germany; e-mail: nagy_z@ukw.de; and Bernhard Nieswandt,
Institute of Experimental Biomedicine, University Hospital and
Rudolf Virchow Center, University of W€urzburg, Josef-Schneider-
Straße 2, 97080 W€urzburg, Germany; e-mail: bernhard.
nieswandt@virchow.uni-wuerzburg.de.

References

1. Tilburg J, Becker IC, Italiano JE. Don’t you forget about me(gakaryocytes). Blood. 2022;139(22):3245-3254.

2. Boscher J, Guinard I, Eckly A, Lanza F, L�eon C. Blood platelet formation at a glance. J Cell Sci. 2020;133(20):jcs244731.

3. Stegner D, vanEeuwijk JMM, Angay O, et al. Thrombopoiesis is spatially regulated by the bone marrow vasculature. Nat Commun. 2017;8(1):127.

4. Eckly A, Scandola C, Oprescu A, et al. Megakaryocytes use in vivo podosome-like structures working collectively to penetrate the endothelial barrier
of bone marrow sinusoids. J Thromb Haemost. 2020;18(11):2987-3001.

5. Wagner N, Mott K, Upcin B, Stegner D, Schulze H, Erg€un S. CXCL12-abundant reticular (CAR) cells direct megakaryocyte protrusions across the
bone marrow sinusoid wall. Cells. 2021;10(4):722.

6. Kowata S, Isogai S, Murai K, et al. Platelet demand modulates the type of intravascular protrusion of megakaryocytes in bone marrow. Thromb
Haemost. 2014;112(4):743-756.

7. Brown E, Carlin LM, Nerlov C, Lo Celso C, Poole AW. Multiple membrane extrusion sites drive megakaryocyte migration into bone marrow blood
vessels. Life Sci Alliance. 2018;1(2):e201800061.

8. Bornert A, Boscher J, Pertuy F, et al. Cytoskeletal-based mechanisms differently regulate in vivo and in vitro proplatelet formation. Haematologica.
2021;106(5):1368-1380.

9. Kimmerlin Q, Strassel C, Eckly A, Lanza F. The tubulin code in platelet biogenesis [published online ahead of print 8 Feb 2022]. Semin Cell Dev
Biol. 2022;S1084-9521(22)00018-0.

10. Nurden AT, Nurden P. Inherited thrombocytopenias: history, advances and perspectives. Haematologica. 2020;105(8):2004-2019.

11. Pleines I, Cherpokova D, Bender M. Rho GTPases and their downstream effectors in megakaryocyte biology. Platelets. 2019;30(1):9-16.

12. Aslan JE. Platelet Rho GTPase regulation in physiology and disease. Platelets. 2019;30(1):17-22.

13. Vainchenker W, Arkoun B, Basso-Valentina F, Lordier L, Debili N, Raslova H. Role of Rho-GTPases in megakaryopoiesis. Small GTPases. 2021;
12(5-6):399-415.

14. Heib T, Hermanns HM, Manukjan G, et al. RhoA/Cdc42 signaling drives cytoplasmic maturation but not endomitosis in megakaryocytes. Cell Rep.
2021;35(6):109102.

15. D€utting S, Gaits-Iacovoni F, Stegner D, et al. A Cdc42/RhoA regulatory circuit downstream of glycoprotein Ib guides transendothelial platelet
biogenesis. Nat Commun. 2017;8(1):15838.

16. Pleines I, Hagedorn I, Gupta S, et al. Megakaryocyte-specific RhoA deficiency causes macrothrombocytopenia and defective platelet activation in
hemostasis and thrombosis. Blood. 2012;119(4):1054-1063.

17. Wheeler AP, Ridley AJ. Why three Rho proteins? RhoA, RhoB, RhoC, and cell motility. Exp Cell Res. 2004;301(1):43-49.

18. Vega FM, Ridley AJ. The RhoB small GTPase in physiology and disease. Small GTPases. 2018;9(5):384-393.

13 SEPTEMBER 2022 • VOLUME 6, NUMBER 17 RhoB AND MICROTHROMBOCYTOPENIA 5195

D
ow

nloaded from
 http://ashpublications.net/bloodadvances/article-pdf/6/17/5184/1918317/advancesadv2021006545.pdf by guest on 27 April 2024

https://orcid.org/0000-0002-9066-5801
https://orcid.org/0000-0003-2725-8493
https://orcid.org/0000-0003-2725-8493
https://orcid.org/0000-0002-2859-9364
https://orcid.org/0000-0001-6941-2669
https://orcid.org/0000-0001-6941-2669
https://orcid.org/0000-0003-1285-6407
https://orcid.org/0000-0003-1454-7413
https://orcid.org/0000-0003-1454-7413
https://orcid.org/0000-0001-6517-2071
mailto:nagy_z@ukw.de
mailto:bernhard.nieswandt@virchow.uni-wuerzburg.de
mailto:bernhard.nieswandt@virchow.uni-wuerzburg.de


19. Adamson P, Paterson HF, Hall A. Intracellular localization of the P21rho proteins. J Cell Biol. 1992;119(3):617-627.

20. Michaelson D, Silletti J, Murphy G, D’Eustachio P, Rush M, Philips MR. Differential localization of Rho GTPases in live cells: regulation by
hypervariable regions and RhoGDI binding. J Cell Biol. 2001;152(1):111-126.

21. Vega FM, Colomba A, Reymond N, Thomas M, Ridley AJ. RhoB regulates cell migration through altered focal adhesion dynamics. Open Biol. 2012;
2(5):120076.

22. K€onigs V, Jennings R, Vogl T, et al. Mouse macrophages completely lacking Rho subfamily GTPases (RhoA, RhoB, and RhoC) have severe
lamellipodial retraction defects, but robust chemotactic navigation and altered motility. J Biol Chem. 2014;289(44):30772-30784.

23. Wheeler AP, Ridley AJ. RhoB affects macrophage adhesion, integrin expression and migration. Exp Cell Res. 2007;313(16):3505-3516.

24. Rowley JW, Oler AJ, Tolley ND, et al. Genome-wide RNA-seq analysis of human and mouse platelet transcriptomes [published correction appears
in Blood. 2014;123(24):3843]. Blood. 2011;118(14):e101-e111.

25. Grassi L, Izuogu OG, Jorge NAN, et al. Cell type-specific novel long non-coding RNA and circular RNA in the BLUEPRINT hematopoietic
transcriptomes atlas. Haematologica. 2021;106(10):2613-2623.

26. Becker IC, Nagy Z, Manukjan G, et al. G6b-B regulates an essential step in megakaryocyte maturation. Blood Adv. 2022;6(10):3155-3161.

27. Burkhart JM, Vaudel M, Gambaryan S, et al. The first comprehensive and quantitative analysis of human platelet protein composition allows the
comparative analysis of structural and functional pathways. Blood. 2012;120(15):e73-e82.

28. Zeiler M, Moser M, Mann M. Copy number analysis of the murine platelet proteome spanning the complete abundance range. Mol Cell Proteomics.
2014;13(12):3435-3445.

29. Liu AX, Rane N, Liu JP, Prendergast GC. RhoB is dispensable for mouse development, but it modifies susceptibility to tumor formation as well as
cell adhesion and growth factor signaling in transformed cells. Mol Cell Biol. 2001;21(20):6906-6912.

30. Bender M, Palankar R. Platelet shape changes during thrombus formation: role of actin-based protrusions. Hamostaseologie. 2021;41(1):14-21.

31. Stegner D, G€ob V, Krenzlin V, et al. Foudroyant cerebral venous (sinus) thrombosis triggered through CLEC-2 and GPIIb/IIIa dependent platelet
activation. Nature Cardiovascular Research. 2022;1(2):132-141.

32. Deppermann C, Kratofil RM, Peiseler M, et al. Macrophage galactose lectin is critical for Kupffer cells to clear aged platelets. J Exp Med. 2020;
217(4):e20190723.

33. Quach ME, Chen W, Li R. Mechanisms of platelet clearance and translation to improve platelet storage. Blood. 2018;131(14):1512-1521.

34. Heib T, Gross C, M€uller ML, Stegner D, Pleines I. Isolation of murine bone marrow by centrifugation or flushing for the analysis of hematopoietic
cells - a comparative study. Platelets. 2021;32(5):601-607.

35. Bender M, Stritt S, Nurden P, et al. Megakaryocyte-specific Profilin1-deficiency alters microtubule stability and causes a Wiskott-Aldrich
syndrome-like platelet defect [published correction appears in Nat Commun. 2015;6:6507]. Nat Commun. 2014;5(1):4746.

36. Badirou I, Pan J, Souquere S, et al. Distinct localizations and roles of non-muscle myosin II during proplatelet formation and platelet release.
J Thromb Haemost. 2015;13(5):851-859.

37. Zuidscherwoude M, Green HLH, Thomas SG. Formin proteins in megakaryocytes and platelets: regulation of actin and microtubule dynamics.
Platelets. 2019;30(1):23-30.

38. Pan J, Lordier L, Meyran D, et al. The formin DIAPH1 (mDia1) regulates megakaryocyte proplatelet formation by remodeling the actin and
microtubule cytoskeletons. Blood. 2014;124(26):3967-3977.

39. Schachtner H, Calaminus SD, Sinclair A, et al. Megakaryocytes assemble podosomes that degrade matrix and protrude through basement
membrane. Blood. 2013;121(13):2542-2552.

40. Strassel C, Moog S, Mallo L, et al. Microtubule plus-end tracking adenopolyposis coli negatively regulates proplatelet formation. Sci Rep. 2018;
8(1):15808.

41. Spindler M, van Eeuwijk JMM, Schurr Y, et al. ADAP deficiency impairs megakaryocyte polarization with ectopic proplatelet release and causes
microthrombocytopenia. Blood. 2018;132(6):635-646.

42. Detrich HW III, Parker SK, Williams RC Jr, Nogales E, Downing KH. Cold adaptation of microtubule assembly and dynamics. Structural
interpretation of primary sequence changes present in the alpha- and beta-tubulins of Antarctic fishes. J Biol Chem. 2000;275(47):37038-37047.

43. Schulze H, Korpal M, Bergmeier W, Italiano JE Jr, Wahl SM, Shivdasani RA. Interactions between the megakaryocyte/platelet-specific beta1 tubulin
and the secretory leukocyte protease inhibitor SLPI suggest a role for regulated proteolysis in platelet functions. Blood. 2004;104(13):3949-3957.

44. Janke C, Magiera MM. The tubulin code and its role in controlling microtubule properties and functions. Nat Rev Mol Cell Biol. 2020;21(6):
307-326.

45. Cuenca-Zamora EJ, Ferrer-Mar�ın F, Rivera J, Teruel-Montoya R. Tubulin in platelets: when the shape matters [published correction appears in Int
J Mol Sci. 2020;21(10):3577]. Int J Mol Sci. 2019;20(14):3484.

46. Pleines I, Eckly A, Elvers M, et al. Multiple alterations of platelet functions dominated by increased secretion in mice lacking Cdc42 in platelets.
Blood. 2010;115(16):3364-3373.

47. Massaad MJ, Ramesh N, Geha RS. Wiskott-Aldrich syndrome: a comprehensive review. Ann N Y Acad Sci. 2013;1285(1):26-43.

48. Sabri S, Foudi A, Boukour S, et al. Deficiency in the Wiskott-Aldrich protein induces premature proplatelet formation and platelet production in the
bone marrow compartment. Blood. 2006;108(1):134-140.

5196 ENGLERT et al 13 SEPTEMBER 2022 • VOLUME 6, NUMBER 17

D
ow

nloaded from
 http://ashpublications.net/bloodadvances/article-pdf/6/17/5184/1918317/advancesadv2021006545.pdf by guest on 27 April 2024



49. Hamamy H, Makrythanasis P, Al-Allawi N, Muhsin AA, Antonarakis SE. Recessive thrombocytopenia likely due to a homozygous pathogenic variant
in the FYB gene: case report. BMC Med Genet. 2014;15(1):135.

50. Levin C, Koren A, Pretorius E, et al. Deleterious mutation in the FYB gene is associated with congenital autosomal recessive small-platelet
thrombocytopenia. J Thromb Haemost. 2015;13(7):1285-1292.

51. Paul DS, Casari C, Wu C, et al. Deletion of the Arp2/3 complex in megakaryocytes leads to microthrombocytopenia in mice. Blood Adv. 2017;
1(18):1398-1408.

52. Kahr WH, Pluthero FG, Elkadri A, et al. Loss of the Arp2/3 complex component ARPC1B causes platelet abnormalities and predisposes to
inflammatory disease. Nat Commun. 2017;8(1):14816.

53. D€utting S, V€ogtle T, Morowski M, et al. Growth factor receptor-bound protein 2 contributes to (hem)immunoreceptor tyrosine-based activation
motif-mediated signaling in platelets. Circ Res. 2014;114(3):444-453.

54. Marcos-Ramiro B, Garc�ıa-Weber D, Barroso S, et al. RhoB controls endothelial barrier recovery by inhibiting Rac1 trafficking to the cell border.
J Cell Biol. 2016;213(3):385-402.

55. McCarty OJ, Larson MK, Auger JM, et al. Rac1 is essential for platelet lamellipodia formation and aggregate stability under flow. J Biol Chem.
2005;280(47):39474-39484.

56. Pleines I, Elvers M, Strehl A, et al. Rac1 is essential for phospholipase C-gamma2 activation in platelets. Pflugers Arch. 2009;457(5):1173-1185.

57. Gottesb€uhren U, Garg R, Riou P, McColl B, Brayson D, Ridley AJ. Rnd3 induces stress fibres in endothelial cells through RhoB. Biol Open. 2013;
2(2):210-216.

58. Schwer HD, Lecine P, Tiwari S, Italiano JE Jr, Hartwig JH, Shivdasani RA. A lineage-restricted and divergent beta-tubulin isoform is essential for the
biogenesis, structure and function of blood platelets. Curr Biol. 2001;11(8):579-586.

59. Patel-Hett S, Richardson JL, Schulze H, et al. Visualization of microtubule growth in living platelets reveals a dynamic marginal band with multiple
microtubules. Blood. 2008;111(9):4605-4616.

60. Sadoul K, Wang J, Diagouraga B, et al. HDAC6 controls the kinetics of platelet activation. Blood. 2012;120(20):4215-4218.

61. Ribba AS, Batzenschlager M, Rabat C, et al. Marginal band microtubules are acetylated by aTAT1. Platelets. 2021;32(4):568-572.

62. Becker IC, Scheller I, Wackerbarth LM, et al. Actin/microtubule crosstalk during platelet biogenesis in mice is critically regulated by Twinfilin1 and
Cofilin1. Blood Adv. 2020;4(10):2124-2134.

63. Khan AO, Slater A, Maclachlan A, et al. Post-translational polymodification of b1-tubulin regulates motor protein localisation in platelet production
and function. Haematologica. 2022;107(1):243-259.

64. Pierce RW, Merola J, Lavik JP, et al. A p190BRhoGAP mutation and prolonged RhoB activation in fatal systemic capillary leak syndrome.
J Exp Med. 2017;214(12):3497-3505.

65. Jin SC, Lewis SA, Bakhtiari S, et al. Mutations disrupting neuritogenesis genes confer risk for cerebral palsy [published correction appears in
Nat Genet. 2021;53(3):412]. Nat Genet. 2020;52(10):1046-1056.

13 SEPTEMBER 2022 • VOLUME 6, NUMBER 17 RhoB AND MICROTHROMBOCYTOPENIA 5197

D
ow

nloaded from
 http://ashpublications.net/bloodadvances/article-pdf/6/17/5184/1918317/advancesadv2021006545.pdf by guest on 27 April 2024


